. The candidates of the mTOR complex 2 present in the immunoprecipitation (IP) complex using Rictor wild-type (WT) vs. Rictor knockout (KO) mouse embryonic fibroblasts (MEFs). Due to the low survival rate of the Rictor KO MEFs, equal amounts of protein (1 mg) from the cell lysates of Rictor WT vs. KO MEFs were subjected to IP using 2 μg of Rictor antibody for each sample. The same amount of rabbit normal IgG with the same format was used as the control and loaded onto lane 2. The complex was then separated by 8% SDS-PAGE and the gel stained with Coomassie blue followed by Silver staining. The region around Rictor (180 kDa and 250 kDa, as indicated as arrows), which was compressed due to the percentage of the SDS-PAGE used, was verified to contain Rictor and mTOR by mass spectrometry analysis. The band indicated by arrows around 70 kDa was found to contain five proteins and these included mSin1 and hnRNP M.

